PROTOCOL 

OIL RED O -PROPYLENE GLYCOL – FAT

In order to run this protocol please use a positive control of a fat smeared slide and a negative control slide of paraffin processed tissue, such as lung.

FIXATIVE:

10% formalin

TECHNIQUE:
Use frozen section of tissue approximate size of 10(
PROCEDURE:
Please follow the steps as described:

1. Pick-up frozen section on clean glass slides if fresh, albuminized slides if fixed.

2. Fix slides in 10% formalin if fresh.

3. Wash well, rinse with distilled water and drain off excess water.

4. Incubate with propylene glycol (1,2 propanediol) twice for five minutes each.

5. Stain with Oil Red O for 7 minutes with agitation.

6. Incubate with 85% propylene glycol for 3 minutes.

7. Rinse with distilled water. 


OPTIONAL:

1. Stain with Hematoxylin for one minute

2. Wash with distilled water.

3. Dips 20 times in Bluing solution or wash the slides under running water.

4. Wash the slide with tap water and then with distilled water.

5. Mount the slides with aqueous media.

RESULTS:

Fat will stain red color




Nuclei will stain blue

PREPARATION OF REAGENTS:

85% propylene glycol (1,2-propanediaol)

Measure 85 ml of propylene glycol in a measuring cylinder and add 15.0 ml of distilled water and stirrer the solution and stored in a pre-labeled bottle

Oil Red O Solution

Add 0.7 gm of Oil Red O in 100 ml of propylene glycol slowly with caution while stirring the solution. Heat the solution for few minutes at 100 0C, controlling the heating that solution temperature does not exceed to 1100 C. Filter the solution using Whatman Filter paper #2 and store at room temperature. The solution is good for three months. It can be stored at 600 C good for one year. 

Hematoxylin 
Commercial grade order from Biocare Medical CAT HEMATOXYLIN Cat # CATHE-M)
